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m THE UNITED STATES PATENT AND TRADEMARK OFFICE 
Applicant : Giinter Fuhx et al. 

Serial No. : Unassigned Examiner: Unassigned 

Filed : Herewith Group Art Unit: Unassigned 

For : PROCESSES AND DEVICES TO MEASURE, CALIBRATE, AND 

USE LASER TWEEZERS 

Assistant Commissioner for Patents 
Washington, D.C. 20231 

Sir: 

Prior to calculation of the filing fee, entry of this Preliminary Amendment is 
respectfully solicited. 

IN THE CLAIMS : 

Please cancel claims 1-27. 

Please add claims 28-54 as follows : 

~ 28. A procedure to measure or exert optically-induced forces on at least one particle in 
the focus of an optical cage with the foUowuig steps: 
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a) the focus is positioned in a microelectrode arrangement with an electrical 
field that has a field gradient which forms a three-dimensional electrical capture area 
and the focus is at a distance from the capture area, and 

b) the amplitude of the electrical field, the light power of the light beam forming 
the optical cage, and/or the distance of the capture area from the focus are varied to 
detect at which of said varied field properties the particle is moved from the focus to 
the capture area or vice versa, or to at least to temporarily move the particle into the 
capture area.~ 

--29, The process according to claim 28 in which aparticle is placed in the focus or capture 
area to measure optically-induced forces, and the optically-induced forces are measured from 
the amplitude of the electrical field and the distance of the capture area from the focus when 
the particle moves from the focus to the capture area or vice versa.-- 

-30. The process according to claim 29 in which the optically-induced forces are 
repeatedly measured for all relevant directions in space corresponding to mutual alignment 
of the positions of the focus to the capture area.~ 
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--31. The process according to claim 29 in which the optical cage is calibrated by 
determining the relationship between the Hght power to generate the optical cage and the 
forces induced on a particle in the optical cage.-- 

-32. The process according to claim 1 in which the distance between the focus and capture 
area is at least one-tenth of the particle diameter.-- 

-3 3 . The process according to claim 1 in which the capture area is a capture point that is 
in the beam field of the optical cage so that the particle moves back and forth between the 
capture point and focus when the ampHtude of the electrode signals or hght power is lowered 
or increased, and the associated value of the amplitude is used to measure the optically- 
induced forces.-- 

-34. The process according to claim 1 in which numerous particles are sequentially 
injected into the capture area that are positioned in set positions with the optical cage in the 
capture area relative to possibly existing particles in the capture area.- 
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-35. The process according to claim 1 in which the hght beam of the optical cage is 
adjusted and/or the capture quality, symmetry or other calibration properties of the optical 
cage are measured.— 

-36. The process according to claim 1 in which the particle is characterized based on the 
measured optically-induced forces.- 

-37. A process to determine bonding forces between the microscopic particles, in which 
at least one particle is in the focus of an optical cage and at least one second particle is in the 
three-dimensional capture area of an microelectrode arrangement, whereby the first and 
second particles contact each other for a predetermined contact period, and then the 
amplitude of the electrical field, the Ught power and/or the distance of the capture area from 
the focus are varied until the first particle can be moved with the focus from the capture area 
and second particle, whereby the binding forces between the particles are determined from 
the amplitude of the electrical field and the light power when the particle moves.- 

-38. The process according to one of claims 28 or 37 which the elecfrodes of the 
microelectrode arrangement are altematingly supplied with signals phase-shifted 1 80° and/or 
with rotation-generating signals with a predetermined phase division.- 
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--39, The process according to one of claims 28 or 37 in which the capture area is 
separated by at least one field barrier fi-om the optical cage.~ 

-40. The process according to one of claims 28 or 37 in which the particle movement is 
optically and/or electrically detected.-- 

-41 . The process according to one of claims 28 or 37 in which the particles are synthetic 
or natural particles with a size below 200 |im.~ 

-42. The process according to one of claims 28 or 37 in which the particles are biological 
cells or their components.-- 

-43 . The process according to one of claims 28 or 37 in which the transitional movement 
of the particle fi-om the capture area to the focus or vice versa is used to adjust the optical 
cage.- 

.-44. A device to measure or exert optically-induced forces on at least one particle in the 
focus of an optical cage that comprises: 
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a fluid microsystem with a microelectrode arrangement that is set up to form 

an electrical field with a three-dimensional electrical capture area, 

an illuminating device that is set up to form an optical cage in the 

microelectrode arrangement of the microsystem, and 

an monitoring and/or detection device to measure the movement of particles 

in the microelectrode arrangement.- 

--45 . The device according to claim 44 in which the microelectrode arrangement comprises 
flat electrodes that are in groups on two spaced substrates of which at least one is 
transparent.— 

-46. The device according to claim 45 in which the thickness of the transparent substrate 
is less than 500 nm.~ 

-47. The device according to claim 45 in which the electrodes are attached to facing 
surfaces of the substrates, and the substrates are separated from each other by a spacer that 
forms a suspension area into which the focus of the optical cage can be coupled by the 
illumination device through one of the two substrates.-- 
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--48. The device according to claim 47 in which the suspension area is part of a channel 
structure through which the particles are introduced by means of a flow of solution into the 
field of the microelectrode arrangement.-- 

-49. The device according to claims 44 in which the microelectrode arrangement 
comprises numerous electrodes that are set up to generate a muUipIe field with an electrical 
field distribution symmetrical in the x, y and/or z direction.-- 

-50. The device according to claim 44 in which the electrodes are coated with an 
insulating, dielectric layer or consist of metals that are essentially inert to the suspension 
Uquid in the microsystem.-- 

-51. The device according to claim 50 in which the electrodes consist of platinum, 
titanium, tantalum or gold.- 

-52. The device according to claim 44 in which the electrodes are constructed in three- 
dimensional shapes using methods from semiconductor technology, or are constructed using 
hybrid techniques.- 
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—53. Method of using a procedure according to claim 1 to calibrate a laser tweezer.-- 



—54. Method of using a procedure according to claim 1 or 10 to selectively stimulate 
biological cells.-- 



REMARKS 

This Preliminary Amendment is filed to remove certain multiple dependencies 
and to otherwise place the claims in better condition for United States Patent Office practice. 



Respectfully Submitted, 




Ronald B.Hildreth 

Patent Office Reg. No. 19,498 

Paul D. Ackerman 

Patent Office Reg. No. 39,891 

Attorneys for Applicants 



BAKER BOTTS L.L.P. 
30 Rockefeller Plaza 
New York, NY 10112 
(212)408-2585 
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PROCESSES AND DEVICES TO MEASURE, CALIBRATE, AND USE 



LASER TWEEZERS 



The invention concerns processes and devices to measure and 
calibrate optical fields traps, determine optically-induced 
force in all three dimensions that are exerted on microme- 
ter-sized particles, and to use optical field traps. 

Optical field traps, also called "optical tweezers'', ''laser 
tweezers" or "optical traps" have been used for approxi- 
mately two decades in the fields of biotechnology, medicine 
and molecular biology as well and other technical fields to 
position and manipulate micrometer-sized and submicrometer- 
sized particles (G. Weber et al. in Int , Rev> Cytol ,, Vol, 
131, 1992, p. 1; S.M. Block in Noninvasive Techniques in 

Cell Biology, Wiley-Liss., New York 1990, p. 375). A. 

_j 

Ashkin has primarily started the development of laser 
tweezers {A. Ashkin in Phys . Rev. Lett, , Vol. 24, 1970, p. 
156) , The principal of capturing particles by optically- 
induced forces is based on the fact that, in addition to 
radiation pressure that continuously pushes particles away 
from the light source, gradient forces arise which cause 
particles to move into a focus or be firmly held in it or 
move with it. Absorption and reflection of the particles 
must be low while the difference of the refractive index 
relative to the environmental solution should be as large 
as possible. 

In recent years, laser tweezers have primarily gained 
acceptance because particles that are larger than the 
wavelength (Mie particles) as well as particles that are 
smaller than the wavelength {Rayleigh particles) can be 
trapped when the light beam is even and highly focussed. 
This includes biological objects such as cells, or organ- 
elles and other cell components as well as large molecules 
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(such as DNA) and artificial microparticles (S.M. Block et 
al. in Nature , 1990, p. 348; E.M. Bonder et al. in J, Cell 
Biol , ; Vol. 11, 1990, p. 421) . 

W, Paul discovered electromagnetic field cages (W. Paul et 
al . in Forschungsberichte des Wirtschaf tsministeriums 
Nordrhein-Westf alen . No, 415 and 4 50; W. Paul in Phys , 
Blatter , Vol. 46, 1990, p. 227) . They are primarily used in 
elementary particle physics to trap and measure atomic 
particles under low gas pressures. In 1993, liquid-filled, 
three-dimensional microfield cages were presented for the 
first time using dielectrophoretic forces (T. Schnelle et 
al. in Biochim. Biophys. Acta , Vol. 1157, 1993, p. 127). If 
the conductivity of a suspension solution is higher than 
that of the average conductivity of the particle, the 
surface charges on the particle induced in the E field are 
arranged and polarized to make effective the forces acting 
on the particle (G. Fuhr et al. in Biochim. Biophys. Acta , 
Vol. 1201, 1994, p. 353). This principle can also be used 
to trap, position and move particles (T. Schnelle et al. in 
Biochim. Biophys. A cta, Vol. 1157, 1993, p. 127). Objects 
corresponding to the Mie and Rayleigh particles can also be 
held in these dielectric field cages. There have been 
numerous suggestions for combining both principles to 
increase the trapping force since the optical and electri- 
cal force fields scarcely interfere with each other (G. 
Fuhr et al . in Topics in Current Chemistry , Vol, 194, 1998, 
p. 84) . 

A previously unsolved problem is how to measure the actual 
optically-induced force in the optical field (laser trap) 
acting on a particle. There are several extremely time- 
consuming methods to do this requiring much equipment that 
can be summarized as follows: 
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Method I {K. Svoboda et al . ia Ann. Rev, Biophys. Biomol. 
Struc. , 1994, p. 247) . 

A calibrated flow acts on a particle trapped in the focus 
of a laser. The flow speed is sought at which or just 
before the particles are torn from the laser focus* A 
capture force can be calculated from this flow speed using 
Stokes' law. A disadvantage of this procedure is that it is 
difficult to repeat measurements using the same particle, 
and very complicated channel structures are required to 
make measurements in different spatial directions, A three- 
dimensional measurement of force (x, y, z) is not possible. 
This procedure is also limited to certain particle shapes 
(spheres, ellipsoids) with smooth surfaces. 

Method II (CP. Dennis in Faraday Discuss. Chem. Soc , Vol, 
90, 1990, p. 209) : 

The average deflection of a particle in the laser focus is 
measured based on Brownian collisions. In principle, all 
three dimensions can be measured; however, the particle 
motion must be measured very precisely with submicrometer 
precision which cannot be done for most Mie particles since 
they are too large for any notable deflection. In addition, 
the measurements become increasingly difficult and impre- 
cise as laser power increases, and one can only work within 
a very narrow laser focal range. 

Method III (CP. Dennis et al. in Applied QpticS / 1993 p. 
1629) : 

The investigation concerns an attempt to tear away a 
particle that is affixed to a substrate in a specific 
manner using a laser tweezer. The scattering of an evanes- 
cent surface wave with total reflection is used to deter- 
mine the motion of the object in the z direction 
(perpendicular to the surface) with a precision in the nm 
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range* This procedure also cannot be used in all three 
dimensions, and it is slow and requires a large amount of 
calibration and equipment. In addition, the optical radia- 
tion field close to the surface does not correspond to 
conditions in a free solution. 

In general, there is no fast and easy-to-the use method to 
measure force that can be carried out in the later-to-be- 
used particle's environmental medium with the particle 
itself under the same conditions. 

Another previously unsolved problem in handling microscopic 
particles is the measurement of intermolecular attractive 
forces (adhesion forces) that act between the particles. 
Both synthetic and natural particles based on biological 
materials (in particular, biological cells or cell compo- 
nents) tend to adhere to each other when they contact. 
Depending on the type of adhesion, adhesion phenomena can 
be divided into non-specific and specific adhesion or, 
depending on the type of bonds in the adhesion, it can be 
divided into adhesion with chemical bonds or adhesion with 
van der Waals bonds. Measuring the specificity, the bond 
type and hence the bond force of adhesion is between 
microscopic particles is of great interest to the fields of 
biology, medicine and pharmacology. There is therefore a 
need for quantifiable, repeatable, and non-destructive 
procedures to measure adhesion phenomena of individual 
particles, e.g. to measure the specific bonds of macromole- 
cules (which also includes microscopic particles in this 
context) to biological cells to investigate the immune 
response or to recognize infection or other cellular 
diseases. Another example is the interaction between 
microscopic particles where specific receptor-ligand 
systems are active on the particle surface. 

There does not exist any procedure for setting specific 
adhesion phenomena between individual suspended microscopic 
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particles, or for determining the occurring bond forces. 

The article by K, Morishima et al. in Proc. Of IEEE , 1997, 
p. 155, discloses the combined use of optically-induced 
forces and electrical field forces to manipulate bacteria. 
In a microscopically-observed microsystem of a cluster of 
bacteria, a specific bacteria is trapped and fixed with a 
laser tweezer while the other bacteria are moved away from 
the individual, fixed bacteria under the effect of the 
electrical field. This procedure described by K. Morishima 
et al. is limited in its application to the described 
separation of individual particles from a group of many 
particles. The process solely concerns turning electrical 
fields on or off to separate particles. An investigation of 
the interaction between particles is not possible. In 
addition, individual particles cannot be moved to an 
existing group particles or an aggregate of particles to 
attain specific interactions. 

The invention is based on the object of presenting improved 
procedures to handle particles with laser tweezers that can 
in particular be used to measure optically-induced forces 
or bonding forces, and to exert a specific force. In 
particular, a process according to the invention is to be 
capable to measure forces faster with better reproducibil- 
ity and precision. The forces that act on microscopic 
particles are to be measured via an electric signal in 
quickly repeatable and is automated manner, wherein the 
force is to be measured with a precision in the pN range 
and below in any dimensional direction. Another object of 
the invention is to provide devices for implementing the 
procedure . 

The above objects are solved by procedures and devices with 
the features according to claims 1 and 17. Advantageous 
embodiments and uses of the invention are defined in the 
dependent claims. 
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In particular, the invention provides capturing at least 
one microscopic particle in the focus of an optical cage in 
a microelectrode arrangement and positioning it in refer- 
ence to an electrical capture area (or capture point) that 
is formed by electrical field gradients in the microelec- 
trode arrangement. The focus of the optical cage with the 
particle is initially positioned at a distance from the 
capture area, i.e., at a distance from the minimum electri- 
cal field level of the capture area that represents an 
electrical field cage. Then the field forces in the optical 
cage and/or in the electrical capture area and/or the 
distance between the optical cage and electrical capture 
area are varied until the particle moves from the focus to 
the capture area or vice versa. Depending on the applica- 
tion, the given field properties when the particle starts 
to move are used to measure forces according to the inven- 
tion, or the transitional movement itself is used to exert 
specific forces. 

In the procedure according to the invention, forces are 
generated that act on a particle or particles whose fields 
possess a minimum level in a microelectrode arrangement 
with a three-dimensional electrical field that contains 
electrical field gradients forming the capture area. The 
minimum level of the electrical field forces corresponds to 
the capture area. The minimum level of optically-induced 
forces is the focus of the optical cage. Between both 
minimum levels is a field barrier that depends on the 
amplitude of the effective electrical fields, the light 
power of the optical cage, and the distance between the 
minimum levels. Depending on the setting of these quanti- 
ties, the particle or particles can be positioned within 
the microelectrode arrangement in a predetermined manner or 
(if there are numerous particles) be separated from each 
other . 
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According to one important aspect of the invention, the 
optically-induced forces acting on a particle in the focus 
of an optical cage are measured. In this embodiment^ only 
one particle is in the focus or temporarily in the capture 
area of the microelectrode arrangement. The field proper- 
ties, i.e., the amplitude of the electrical field, the 
light power and/or the distance between the minimum levels 
is varied until the particle moves between the minimum 
levels, i.e., between the focus and the capture area or 
vice versa. It was surprisingly determined that the transi- 
tional movement can be determined very precisely in a 
reproducible manner. The optically-induced forces in the 
optical cage can be measured from the amplitude of the 
electrical fields in the microelectrode arrangement re- 
quired to trigger the transitional movement. 

According to a second important aspect of the invention, 
the bonding forces between several particles (e,g. to 
particles) are measured. In this embodiment, one particle 
is in the focus of the optical cage, and one particle is in 
the electrical capture area. The properties of the fields 
in the microelectrode arrangement can be varied to deter- 
mine those field properties that make the particle in the 
focus move toward the particle in the capture area or vice 
versa. This principle can be correspondingly realized with 
groups of particles in the focus or the capture area. 

The adhesive bonding force that acts between the particles 
can be measured from the electrical field force and (when 
the measurement of bonding force is combined with the 
measurement of optically-induced force according to the 
first embodiment) the optically-induced force by observing 
the transitional movement or tearing-away movement between 
the particles. A particular advantage of the invention is 
that the processes can be observed and evaluated in refer- 
ence to specific materials, particles, and bonding types. 
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According to a third important aspect of the invention^ 
microscopic particles in a microelectrode arrangement with 
the cited (at least) two minimum field levels with rela- 
tive, set field force can be at least temporarily posi- 
tioned or joined into groups or aggregates/ or the groups 
or aggregates can be divided into parts. The manipulation 
of the aggregates according to the invention is preferably 
combined with the above-cited aspects of the invention; it 
can also be used independently within predetermined (if 
unknown) electrical and/or optical field strengths. 

The subject to the invention is also a microsystem that is 
adapted to create an optoelectric double cage that is 
generated by the simultaneous creation of at least two 
minimum field levels of an electrical capture area and an 
optical cage. A fluid microsystem possesses a microelec- 
trode arrangement to generate the electrical capture area 
and a transparent structure for creating the optical cage 
within the microelectrode arrangement. The microsystem is 
preferably a fluid microsystem that can be open on one side 
facing the light source to generate the optical cage. 

It is to be noted that the techniques used to according to 
the invention for creating the microsystem, generating the 
electrical field strengths, and generating the optical cage 
are known as such so that details will not be discussed in 
the following description. 

In the following, general explanations of basic principles 
of the invention will first be provided. 

In the laser trapping process, a particle can be held in a 
local equilibrium that is formed by an optical trap or an 
optical cage in the focus of at least one laser beam. In a 
high-frequency microfield cage, a particle can be held in a 
local equilibrium that is formed by an electrical capture 
area of the respective field distribution. The capture area 
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can be formed by a point, a line, or an area depending upon 
the field distribution. In the following description, in a 
non-restrictive manner the capture area will be referred to 
as a point; the invention can, however be correspondingly 
implemented using any shape of capture area. According to 
the above-cited first aspect, the invention is especially 
based on measuring the optically-induced forces in the 
optical trap (optical cage) consisting of the electrical 
force exerted on the particle when it changes between the 
states of equilibrium, i.e., from the focus to the capture 
point or vice versa. The object is hence especially solved 
by means of laser trapping in an electrical high-frequency 
micro fieldcage whose field strength and electrical field 
distribution are known, and that is adapted to inject the 
laser light required to form the optical cage. By shifting 
the particle trapped in the laser trap (focus) from the 
capture point of the field cage at low electrical trap 
power into a specific position at a distance from the 
capture point, the threshold can be precisely determined at 
which the electrical field returns the particle from the 
optical focus to the capture point or vice versa by subse- 
quently increasing the amplitude of the electrical control 
signals of the field cage. 

The laser light required to form the optical cage is 
injected by means of various design features of the mi- 
crofield cage, Among these are in particular attaching at 
least one partial group of electrodes of the microfield 
cage to a substrate that is transparent and thin enough for 
a laser light source to be brought close enough to the 
microfield cage so that the focus forms in it. In practical 
designs of the laser tweezers, the laser light source 
comprises an coupling lens with a very high numerical 
aperture. The focal length is normally in the range of a 
few hundred micrometers. The preferred thickness of the 
transparent substrate is therefore less than the focal 
length of the laser light source. 
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Depending on the application, the invention allows measure- 
ment of qualitative and/or quantitative parameters of the 
optically-induced forces exerted on a particle. The opti- 
cally induced forces can be quantitatively measured from 
just a few quantities that e.g. comprise the location of 
the focus and the capture point, the field distribution 
between the electrodes, the electrical properties of the 
particle and its environmental solution as well as the 
shape, phase angle, frequency and amplitude of all the 
electrode signals. All of these quantities can be deter- 
mined independent of the actual measurement, or beforehand 
using purely electrical means, or by means of a single 
numeric simulation of the field distribution in the high- 
frequency cage* The optically-induced forces that act on 
the particle can be measured from the amplitude of the 
electrical control signals of the electrical field cage 
when the particle changes equilibrium (transitional move- 
ment) * By systematically moving a particle whose passive 
electrical properties are known in the x and/or y and/or z 
direction, the forces from the focussed laser beam that act 
on a particle of this size can be quantitatively determined 
with a high resolution. 

An advantage of the invention is that the force gradient of 
the optically-induced forces is relatively steep so that 
the cited transition between equilibriums is sudden and 
hence easy to precisely determine. 

According to the invention, this procedure can be automated 
and used to calibrate the laser beam. The measurements can 
be repeated as often as desired, executed in a few seconds, 
and can also use the same particle in the environment in 
which it will later be used. In addition to absolute values 
of the optically-induced forces, relative values can also 
be measured such as symmetrical deviations of the optical 
beam and its intensity profiles both close and in the focal 
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range . 

The above explanations on determining optically-induced 
forces are correspondingly applicable for determining bond 
strength since this can be described as an additional 
contribution to the electrical field force in the electri- 
cal capture area. 

The invention can be used with any type of particle such as 
synthetic or biological cells or their components. The 
particle size can include the entire range of sizes that 
can be manipulated with laser tweezers, but preferably less 
than 200 ]jm. 

Preferred exemplary embodiments of the invention will be 
further discussed in the following with reference to the 
accompanying drawings. The drawings show in: 

Fig* 1: a schematic representation of the arrangement of 

field cage electrodes and an optical cage according 
to a first embodiment of the invention; 

Fig, 2: another schematic representation of the arrangement 
of the field cage electrodes and an optical cage; 

Fig. 3: a curve to illustrate experimental results; 

Fig, 4: an example of the field distributions of an oc- 
topole field cage; 

Fig, 5: a curve to illustrate the capture force of the 
field cage in the z direction shown in Fig. 4; 



Fig. 
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a diagram of the arrangement of cells in an optical 
cage and a capture area according to a second em- 
bodiment of the invention; 
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Fig, 7: a diagram of the arrangement of cells in a micro- 
electrode arrangement according to a third embodi- 
ment of the inventions- 
Fig. 8: a diagram of the arrangement of cells in a micro- 
electrode arrangement according to a fourth embodi- 
ment of the invention; and 

Fig. 9: a schematic representation of a device according to 
the invention . 

The invention will be described in the following referring 
to the combination of an octopole field cage to form the 
capture area and an individual capture laser to form the 
optical cage. The invention can however be realized with 
any field cage shape or several laser beams. 

Fig. 1 schematically illustrates an enlarged section of a 
microsystem according to the invention. The diagram only 
shows a microelectrode arrangement consisting of the 
microelectrodes 11 - 18 (without control lines) and a 
microscopic particle 113 between the microelectrodes in a 
suspension liquid. The microelectrodes are flat on opposing 
walls of the microsystem structure, and e.g. the x-y plane 
coincides with a substrate plane. The microelectrodes 11 - 
18 are set up to be supplied with electrical potentials to 
form field gradients with one minimum field level. The 
technology of the electrode control to generate a specific 
minimum level is known per se and will therefore not be 
described in detail. The position of the minimum field 
level depends on the phases and amplitudes of the control 
potential at microelectrodes 11 - 18 and can be adjusted in 
a predetermined manner. The capture area or the electrical 
field cage is also termed a high-frequency cage since the 
microelectrodes are preferably supplied with high-frequency 
control potentials (see below for the frequency range) to 
manipulate the microscopic particles based on negative 
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dielectrophoresis . 

In Fig. 1, the electrical high-frequency field cage created 
by the microelectrodes 11 - 18 is combined with the focus- 
sed light beam 19 so that the focus 110a is in the electri- 
cal field of the microelectrodes, i.e., either in the field 
cage area 111 or directly adjacent 112 to the cage, while 
the minimum field level of the capture point 110b of the 
high frequency field cage is located at a distance (e.g. a 
fraction up to several particle diameters at position 114, 
identified by coordinates xl, yl, zl) . 

The optically-induced field strengths acting on the parti- 
cle 113 are measured according to the invention by first 
capturing the particle 113 in the focus of the laser beam 
and moving it by shifting the focus into the designated 
position (e.g. 114) . The focus is shifted by mechanically 
changing the relative position of the microsystem and the 
source of the laser beam 19 by shifting devices and/or 
deflection devices for the laser beam which are known as 
such. By increasing the amplitude of the high-frequency 
signals applied to the electrodes, the electrical polarisa- 
tion force of the field cage is increased until the parti- 
cle 113 is torn from the laser focus and moved into the 
capture point 110b (transitional movement between the local 
equilibriums in the minimum field levels) . 

The particle can alternately be moved between the local 
equilibriums by increasing the laser power and moving the 
particle from the capture area of the field cage into the 
focus and/or by moving the locations of the capture point 
or focus to determine the path or distance of the minimum 
field level at which the transitional movement occurs. 
Since the electrical polarisation forces acting on the 
particle and the field distribution between the electrodes 
11 - 18 are known, a direct proportionality exists between 
the measurable laser power in the focal range, the ampli- 
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tude of the electrical signals, and the optically-induced 
forces acting on the particle* By repeating the procedure 
and moving the particle 113 in any spatial direction, the 
optically-induced forces acting on the concrete particle 
can be quantitatively determined. This represents an 
electrical calibration of the optically-induced counter- 
forces that is easy to set up, and it allows forces in the 
range of fN up to a few hundred pN to be measured. 

The optically-induced forces are hence determined in at 
least one case from the field or location properties of the 
particle 113 when it moves. The electrical polarisation 
forces acting on the particle 113 are calculated from the 
readily calculable field distribution between the micro- 
electrodes 11 - 18 and the given locations of the focus 
110a and capture point 110b when the particle is moved. 
These locations can be measured with a viewing microscope. 
In all other instances, the optically-induced forces can be 
relatively measured based on the cited proportionality. 

Fig. 2 shows an expanded diagram of a system to measure the 
optically-induced forces that act on a particle trapped in 
the focus. The microfield cage is formed by microelectrodes 
that are on facing surfaces of the substrate 27, 29. The 
substrates 27, 29 are separated by a spacer 28 that forms a 
suspension gap in which the investigated particle is 
exposed to the field of the microfield cage. The top 
substrate in Fig. 2 is sufficiently thin for the focus of 
the optical cage to be adjustable in the suspension area. 

Through an opening 21, cells or other microparticles 
suspended in a solution are injected into the channel 22 
and then reach the field cage 23 whose output electrodes 
24a-d are subjected to a high-frequency field (kHz or MHz 
with any signal shape such as square, sinusoidal, triangu- 
lar or any other signal shape, and with an amplitude of a 
few mV to some 10 V) . By first applying electrical poten- 
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tial to the microelectrodes on one side, only an electrical 
field barrier for inserted microparticles is formed in the 
channel 22. If a particle is in the cage 23, the input 
electrodes 25a-d are also switched on and/or the flow is 
stopped. The particle is moved in the field cage area with 
the laser beam 26 as described above, and the optically- 
induced forces are measured. The phase shift typical for 
the electrode signals for electrical trapping to control 
two possible types of alternating fields and two rotation 
fields (2^ AC field or 2*rot field) are summarised in Table 
1 . 



Field 
type 


El. 

25b 


El . 

24b 


El . 

24d 


El. 

2 5d 


El . 

25a 
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0° 
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180° 
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180° 
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90° 


Rot 
field 


0° 


90° 


180° 


270° 


90° 


180° 


270° 


0° 



table 1 Phase controls of the electrode signals of an 



octopole 

In contrast to the AC field, torque is exerted on the 
particle in the rot field that causes the particle to 
rotate (last line of the table 1) which can also be used to 
determine force. The torque is compensated with the values 
of the next-to-last line of table 1. 

In the present example, flat electrodes have been created 
on two glass substrates 27, 29 using methods known from 
semiconductor technology that are mounted liquid-tight from 
above by a spacer 28 so that they are immersed in the 
channel liquid 22, For the laser to be highly focussed, one 
of the glass substrates (27 in this instance) must be very 
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thin. In the present example, substrate 27 is 150 to 200 
micrometers thick, and substrate 29 consists of 0.5 to 1 
rron-thick glass or plastic. 

As the laser output increases, so do the optically-induced 
forces so that correspondingly rising electrical field 
strengths, i.e., signal amplitudes, are necessary to bring 
about the cited transition between the minimum field 
levels. This is shown in Fig. 3 with reference to the 
experimental results. This curve shows the relationship 
between the laser output, i.e. the level of optically- 
induced force, and the amplitudes of the cage voltages, 
i.e. the amplitudes of the electrical potentials that are 
applied to the microelectrodes . As the laser output in- 
creases, greater amplitudes of the cage voltage are neces- 
sary to cause the particle to move between the focus and 
the capture point. It can clearly be seen that the captur- 
ing power of the optical trap is weaker in the z direction 
(top curve) than in the z or y direction (bottom curve) . 

The capture forces of the laser tweezers in the z direction 
shown in Fig. 5 result from the field distribution in Fig. 
4 (obtained from a single numerical calculation taking into 
account the actual electrode dimensions in Fig. 1 and 
distances) and the passive electrical properties of the 
test particle (in this case, a latex bead with a diameter 
of eight micrometers) . The curve shown refers to a signal 
amplitude of the cage electrodes of 10 V. Experimentally, 
amplitudes of up to 30 V were applied. Given a quadratic 
dependency on the capture force of the electrical cage, 
this corresponds to a maximum detectable force of approxi- 
mately 150 pN with a resolution in the pN range and below. 
These measuring results correspond well with the theory of 
laser tweezers (see A. Ashkin in Biophys. J ., Vol. 61, 
1992, p. 569) . Electrodes with a finer design allow much 
higher signal amplitudes and hence much higher electri- 
cally-induced forces to be generated so that substantially 
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greater force can be detected, 

A particular advantage of the invention is that the method 
is quick and easy to carry out, especially in the environ- 
mental medium that will be later utilized using comparable 
conditions with the same particles for later investigation 
or manipulation. In addition, this procedure is not limited 
to specific particles and surface shapes; particles with 
any shape can be used. The force exerted on the adhering 
particle groups (such as aggregates, etc) of any shape can 
also be measured. 

Examples of measuring the force acting on adhering particle 
groups and exerting force on particles to manipulate 
particle groups will be described in the following with 
reference to Fig. 6-8, 

Fig. 6 shows a microelectrode arrangement in an octopole 
shape with microelectrodes 61 - 68 analogous to Fig. 1. The 
microelectrodes 61 - 64 and 65 - 68 are in a microsystem 
set up for a process according to the invention in two 
spaced levels to form an electrical field cage with a 
minimum field level that forms the capture area or point. 
The electrical field cage is in the microelectrode arrange- 
ment that is sketched by the cube in Fig. 6, Reference 
number 69 refers to a light beam (preferably laser beam) 
focussed in the microelectrode arrangement. A first parti- 
cle as a biological cell 611 is in the focus of the light 
beam 69. A second particle that is also a biological cell 
612 in the illustrated example is in the capture point of 
the electrical field cage. The bond force between the 
particles can be determined as discussed below analogous to 
measuring the optically-induced force by observing the 
transitional movement of a particle from the focus to the 
capture area as discussed above. 

First two cells 611, 612 are sequentially introduced into 
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the microelectrode arrangement 61-81. This is preferably 
done with the injection process explained with reference to 
Fig. 2 where the microelectrode arrangement is connected to 
a channel structure of a fluid microsystem. The first cell 
611 is injected into the microelectrode arrangement and 
held in the electrical capture area (trap area) after the 
octopole field is completely under control. Then the first 
cell 611 is taken by the optical cage formed by the laser 
beam 69 and positioned at a distance from the capture area. 
Then the second cell 612 is injected and positioned in the 
trap area^ e.g. in the middle of the microelectrode ar- 
rangement 61-68. However, any other technique can be used 
to introduce the microscopic particles into the microelec- 
trode arrangement. Depending on the use, both particles can 
be like or different biological cells or biological cells, 
cell components, and/or synthetic particles with specific 
active ingredients . 

Subsequently, the cells 611, 612 contact each other, and an 
adhesive bond is formed between both cells. The adhesive 
bond can e.g. arise from one of the following techniques. 
First off, it is possible to release the first cell 611 by 
shutting off the laser beam 69 and then move it under the 
effect of the electrical field to the capture area of the 
electrical field cage where it contacts the second cell 
612, and the adhesive bond is formed. It is also possible 
to adjust the focus of the laser beam 69 in reference to 
the capture area so that the first cell 611 contacts the 
second cell 612 or is even pressed against it with a 
predetermined force. The mutual forces of the cells pressed 
against each other can be derived from the electrical field 
strength in the capture area and the optical force in the 
focus of the laser beam 69 e.g. determined by the above- 
cited technique. To quantitatively compare the measured 
bonding force, the adhesive bond is set for a predetermined 
period (e.g. approx. 0.1 - 10 sec). Longer times up to 
e.g. 1,000 seconds are also possible. 
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After the contact period that is set depending on the 
application, the binding forces (interactive forces, 
adhesion strength) between the cells can be determined as 
follows. The force is measured analogously to the above- 
cited measurement of the optically-induced force acting on 
individual particles by varying the field properties and 
determining the field strengths in the electrical capture 
area and optical cage at which the cells tear away from 
each other. For example, at a given electrical potential 
amplitude, the laser beam 69 focussed on the first cell 611 
is moved repeatedly so that the focus moves away from the 
capture area. If the first cell 611 does not move with the 
focus, the focus is reset and the cell is subjected to 
stepped-up light power. When the optical force induced by 
the light power is known, the force it takes to tear two 
cells apart and hence the mutual binding force can be 
calculated from the light power it takes to entrain the 
first cell 611 by moving the focus. Other possibilities for 
measuring this force are to vary stepwise the electrical 
potential amplitudes and move the location of the capture 
area by correspondingly controlling the microelectrodes 61 
- 68. Combinations of both techniques can be used to vary 
the field properties. 

A particular advantage of this procedure is that it can be 
repeated with a given pair of particles, and any desired 
cell contact time can be precisely set. 

Preferred applications for the procedure described with 
reference to Fig. 6 (that until now was unacceptably 
expensive) are to contact two or more like or different 
biological cells for a precise period. The process is 
therefore useful for pharmacological and medical diagnostic 
tests. An example of a process in this context is to 
stimulate the second cell 612 by temporarily contacting it 
with the first cell 611 to change the binding behaviour of 



the second cell 612, The changed binding behaviour can then 
be tested by coupling a third cell (not shown) . Another 
example is to screen peptide or other molecular libraries 
by introducing a first type of cell into the microelectrode 
arrangement* The surface receptors of the first cell are 
then contacted with a test or active substance from a 
molecular library through the suspension solution in the 
microsystem. Then a second cell (or a synthetic particle 
with surface molecules that bond well) is brought to the 
first cell* The above-explained measurement of the bonding 
force can yield one of the following results. If the 
bonding sites of the first cell are already saturated with 
the active substance, there is no (or only a weak) binding 
to the test cell. Otherwise, a strong bond is formed with 
the test cell. Biological cells can be accordingly evalu- 
ated and sorted in reference to their reaction of specific 
active substances . 

Another example of stimulating biological cells will be 
explained below with reference to Fig. 7. Fig. 1, like Fig. 
1 and 6, shows a microelectrode arrangement with microelec- 
trodes 71 - 78 and a light beam 79 focussed in the micro- 
electrode arrangement . 

Like the above-explained injection or flow principle, a 
first cell 711 is captured in the electrical capture area 
of the microelectrode arrangement 71 - 78 and positioned. A 
second cell 712 or a synthetic particle with an active 
ingredient is captured with the light beam 79 and moved 
along a set path 713 past the first cell 711, or it con- 
tacts the first cell for a predetermined time. Even when 
the cells or particles do not bond or adhere, a chemical 
signal can be transmitted when the surfaces contact each 
other that can result in a subsequently analysable change 
in one or both cells. Instead of the individual cells, cell 
groups or aggregates can be joined and separated to mutu- 
ally stimulate each other for a set period under the effect 
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of predetermined forces. 

This procedure to stimulate biological cells or cell groups 
has numerous applications in medicine and biotechnology. 
Stimulation e.g. by applying a medication from the environ- 
mental solution that up to now could only be done with a 
great deal of effort can now be carried out for specific 
cells under defined and reproducible conditions. In living 
organisms, such stimulations (or inhibitions) usually occur 
from interactions between cells that are closely adjacent 
or must contact each other. The conditions that arise in 
organisms can hence be advantageously simulated with the 
process according to the invention. 

The procedure illustrated by Fig, 7 can advantageously be 
with or without the above-cited measurement of optically- 
induced forces by setting predetermined field properties. 
The same holds true for the process explained with refer- 
ence to Fig, 8 for exerting set forces on cells or cell 
groups to form aggregates. 

Fig. 8 shows a microelectrode arrangement with microelec- 
trodes 81 - 88 and a light beam 89 in the microelectrode 
arrangement . 

According to the above-discussed injection or flow tech- 
nique, numerous biological cells are injected into the 
interior of the microelectrode arrangement. With the 
optical cage of the light beam 89, cells are specifically 
moved into the capture area and positioned there, possibly 
relative to existing cells. For example, four cells 811 - 
814 are in the electrical capture area in Fig. 8 to which a 
fifth cell 815 is added at a set position (corresponding to 
the arrow) . The fifth cell 815 is pressed for a set period 
with a set force against the formed cell group 811 - 814 to 
allow the formation of bonding forces in this predetermined 
relative position . 



Any cell aggregate with a predetermined shape can be 
constructed in this manner. This procedure can also be 
implemented using negatively polarised synthetic micropar- 
ticles that can be repulsed by the microelectrodes in the 
electrical capture area (negative dielectrophoresis ) * 

A device according to the invention consists of an arrange- 
ment of a fluid microsystem 91, an illumination device 92 
to generate an optical cage in a microelectrode arrangement 
of the microsystem 91, where the microsystem 91 and the 
illumination device 92 are adjustable relative to each 
other with an adjusting device 93, and a monitoring device 
and/or sensor 94 (such as a microscope) as schematically 
portrayed in Fig* 9, The microsystem is provided with a 
fluid and potential control 95 as known as such. The 
illumination device 92 is e.g. a prior-art pair of laser 
tweezers as known as such that can contain a diode laser or 
a semiconductor laser as the light source and has a micro- 
scope arrangement for focussing. 
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CLAIMS (as originally filed and published) 

1. A procedure to measure or exert optically-induced 
forces on at least one particle in the focus of an op- 
tical cage with the following steps: 

a) the focus is positioned in a microelectrode ar- 
rangement with a three-dimensional electrical field 
that has a field gradient which forms an electrical 
capture area and the focus is at a distance from 
the capture area, and 

b) the amplitude of the electrical field, the light 
power of the light beam forming the optical cage, 
and/or the distance of the capture area from the 
focus are varied to detect at which of said varied 
field properties the particle is moved from the fo- 
cus to the capture area or vice versa, or to at 
least to temporarily move the particle into the 
capture area . 

2. The process according to claim 1 in which a particle 
is placed in the focus or capture area to measure op- 
tically-induced forces, and the optically-induced 
forces are measured from the amplitude of the electri- 
cal field and the distance of the capture area from 
the focus when the particle moves from the focus to 
the capture area or vice versa. 

3. The process according to claim 2 in which the opti- 
cally-induced forces are repeatedly measured for all 
relevant directions in space corresponding to mutual 
alignment of the positions of the focus to the capture 
area . 
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4. The process according to claim 2 or 3 in which the 
optical cage is calibrated by determining the rela- 
tionship between the light power to generate the opti- 
cal cage and the forces induced on a particle in the 
optical cage. 

5* The process according to one of claims 2 - 4 in which 
the distance between the focus and capture area is at 
least one-tenth of the particle diameter. 

6, The process according to one of the above claims in 
which the capture area is a capture point that is in 
the beam field of the optical cage so that the parti- 
cle moves back and forth between the capture point and 
focus when the amplitude of the electrode signals or 
light power is lowered or increased, and the associ- 
ated value of the amplitude is used to measure the op- 
tically-induced forces . 

7, The process according to claim 1 in which at least one 
particle is in the focus and at least one second par- 
ticle is in the capture area to determine bonding 
forces between the microscopic particles, whereby the 
first and second particles contact each other for a 
predetermined contact period, and then the amplitude 
of the electrical field, the light power and/or the 
distance of the capture area from the focus are varied 
until the first particle can be moved with the focus 
from the capture area and second particle, whereby the 
binding forces between the particles are determined 
from the amplitude of the electrical field and the 
light power when the particle moves. 

8, The process according to one of the above claims in 
which the electrodes of the microelectrode arrangement 
are alternat ingly supplied with signals phase-shifted 
180° and/or with rotation-generating signals with a 
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predetermined phase division, 

9. The process according to one of the above claims in 
which the capture area is separated by at least one 
field barrier from the optical cage. 

10. The process according to claim 1 in which numerous 
particles are sequentially injected into the capture 
area that are positioned in set positions with the op- 
tical cage in the capture area relative to possibly 
existing particles in the capture area. 

11. The process according to one of claims 1 - 6 in which 
the light beam of the optical cage is adjusted and/or 
the capture quality, symmetry or other calibration 
properties of the optical cage are measured. 

12. The process according to one of claims 1 - 6 in which 
the particle is characterised based on the measured 
optically-induced forces . 

13. The process according to one of the above claims in 
which the particle movement is optically and/or elec- 
trically detected. 

14. The process according to one of the above claims in 
which the particles are synthetic or natural particles 
with a size below 200 pm, 

15. The process according to one of the above claims in 
which the particles are biological cells or their com- 
ponents . 

16. The process according to one of the above claims in 
which the transitional movement of the particle from 
the capture area to the focus or vice versa is used to 
adjust the optical cage. 



4 



17. A device to measure or exert optically-induced forces 
on at least one particle in the focus of an optical 
cage that comprises: 

- a fluid microsystem with a microelectrode arrange- 
ment that is set up to form a three-dimensional 
electrical field with an electrical capture area, 

- an illuminating device that is set up to form an op- 
tical cage in the microelectrode arrangement of the 
microsystem, and 

- an monitoring and/or detection device to measure the 
movement of particles in the microelectrode arrange- 
ment . 

18. The device according to claim 17 in which the micro- 
electrode arrangement comprises flat electrodes that 
are in groups on two spaced substrates of which at 
least one is transparent, 

19. The device according to claim 18 in which the thick- 
ness of the transparent substrate is less than 500 jam. 

20. The device according to claim 18 in which the elec- 
trodes are attached to facing surfaces of the sub- 
strates, and the substrates are separated from each 
other by a spacer that forms a suspension area into 
which the focus of the optical cage can be coupled by 
the illumination device through one of the two sub- 
strates . 

21. The device according to claim 20 in which the suspen- 
sion area is part of a channel structure through which 
the particles are introduced by means of a flow of so- 
lution into the field of the microelectrode arrange- 
ment . 

22. The device according to one of claims 17 - 21 in which 
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the microelectrode ari'angement comprises numerous 

electrodes that are set up to generate a multipole 

field with an electrical field distribution symmetri- 
cal in the y and/or z direction. 

23. The device according to one of claims 17 - 22 in which 
the electrodes are coated with an insulating, dielec- 
tric layer or consist of metals that are essentially 
inert to the suspension liquid in the microsystem. 

24. The device according to claim 23 in which the elec- 
trodes consist of platinum, titanium, tantalum or 
gold. 

25. The device according to one of claims 17 - 24 in which 
electrodes are constructed in three-dimensional shapes 
using methods from semiconductor technology, or are 
constructed using hybrid techniques. 

26. The use of a procedure or a device according to one of 
the prior claims to calibrate a laser tweezer. 

27. The use of a procedure or a device according to one of 
the prior claims to selectively stimulate biological 
cells . 
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ABSTRACT 

To measure or exert optically-induced forces on at least 
one particle in the focus of an optical cage, the following 
steps are taken: 

a) the focus is positioned in a microelectrode arrangement 
with a three-dimensional electrical field that has a 
field gradient which forms an electrical capture area, 
and the focus is at a distance from the capture area, 
and 

b) the amplitude of the electrical field, the light power 
of the light beam forming the optical cage, and/or the 
distance of the capture area from the focus are varied 
to detect which varied field property moves the particle 
from the focus to the capture area or vice versa, or at 
least to temporarily move the particle into the capture 
area . 
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COMBINED DECLARATION 
AN D POSTER OF ATTORNEY 

(Original, Design, National Stage of PC1\ Divisional, Continuation or C~I-P Application) 

As a below named inve'ntorj I hereby declare that: 

My residence, post office address and citizenship are as stated below next to my name; i believe I am the original, 
first and sole inventor (if only one name is Listed below) or an original. First and joint inventor (ifplurai names are 
listed below) of the subjeei matter wliich is claimed and for which a patent is sought on the invention entitled: 

PROCESSES AND DEVICES TO MhASURE, CALIBRATE. ANT:^ USE LASER TWEEZERS 

Tims declaraiion is of the [bllowing t>pe: 

[] original 
[] design 

[X] national stage of PCT. 

j] divisional 

[] continuation 

[] continnation-in-^an (C-l-P) 

J^ftie specification of which: (complete (a), (h). or (c)) 

[] IS attached hereto. , 
<b) [ J was filed on as Application Serial No. and was amended on (if applicable). 

Cp:) [X ] was described and clainacd in PCT International Application No. PCTTZP98/08370 filed December 21, 
'4^998 on and was amended on (if applicable}, 

AcknowledgemeDt of Review of Papers and Dnty of Candor 

I hereby state that I have reviewed and unde^rsland the contents of the above identified specification, 
including the claims, as amended by any amendment refetred to above. 

1 acknowledge the duty to disclose infomiation which is material to the patemabiliiy of tlie subject niatter 
\ laimed in this application in accordance with 'initio. 37, Code of Federal Regulations § 1.56. 

/''" 

[ ] In comphancc with this duty there is attached an inlbrmation disclosure statement. 37 CFR 1 ,98. 

Priority^ Claim 

i hereby claim foreign priority benefits under Title 35, United States Code. § 1 1 9{a)-(d) of any foreign 
application(s) for patent or inventor's Cerrtificate or of any PCT International Application(s) designating at least one 
counny other than the United States of America listed below and have also identified below any foreign 
app1jcation(s) for patent or invcntor\s certificate or any PCT International AppliGation(s) designating at least one 
countrv' other than the LInited States of America filefi by rnc on the same subject matter having a filing date before 
tiiat of the application on which pnonty is churned 

(complete, (d) or (e)) 

(d) \ ] no such applications have been filed. 

(e) [X] such applications have been filed tvs follows: 
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PRIOR FOKEJCKI^CT APft.JC - Al iCWfS^ FILED WIT33Q>^ 12 M{DNT>T5; /A MONTHS i OR DIT.srGN-) Pl?X>R 1 0 bAlD rcVi JON 


< ntsv aj^klk ' rroN no 


\ h\ rf OF FILING 


DATE 0FT5;STIU 
ut^^ : month, ycai') 


PRfORHA' CLAIMED 
LTsDER 35 KSC 1 iv 








1 } Yi^K NO [ 1 








[ ] yys NO f 1 








[J YES NO } i 


ALL i'OiOiiaN APPLICATTONlSj. D' ANY. FILED MOTU; TiI,VN 12 MONTKiv (6 MONTHS FOR DESTGTsf) PftlOK TO SAID APP1 TCATlON 


GenTTany 19? 57 785,7 


28-12-97 




fx 1 YKS NO [ J 








[ ] YES NO 1 j 








f 1 yiiH NO [ J 



Claim for Benefit of Prior IJ,S* Provisional Applicadoii($) 

I hereby claiai ihe benefit tinder Title 35, United States Code, § 1 1 9(e) of any United States provisional 
appUcatioii(s) listed below: 



r*r£>vi5ioT^?iJ Application Nuni-vci 








\ 









Claim for Benefit of Earlier U-S./PCT Application (s) under 35 120 

;;f (complete this part only ifthi^y is a divisional, continual ion or C-J-P application) 

I hereby claim the benefit under Tille 35. ( Jnitcd States Code, ^ 1 20 of any United States application(s) or 
l^CJ iniemational application(s) desi^qiating the United States of America that is. are listed below and, insofar as 
^the subject matter of each of die claims of this apphcation is not disclosed in the pnor appiicationCs) m the manner 
Ifrovidfcid by the first paragraph of Title 35, United States Code § 112, 1 ackno>vledge the duty io disclose 
Mfomiation as defined in Tide 37, Code of Federal Regulations, § 1.56 which occurred between the filing date of 
llic prior applicationfs) and the nalionai or PCT imemalional filing date of this application: 

i; Afiy' r-iiiOTi Sena I No. ^ i Ftiiair D*jti: i \ Snims) ^patuiuod^ ptrniim'j:. rtbanOoncQ) 



Power of Attorney 

As i\ named inventor, I hereby appomt Dana Raymond, Reg. No. 1 8.540: 1-rcderick C. Caj v cr. Reg. No ^ 7,02 1 : Francis J. Hone. Reg. 
No, I ;^,662; Joseph D. Craron, Reg. No. 20,420: Arthur S. Tenser. Reg. No. 18.839: Ronald B. Hildrcth, Kzg. No. 19,498: Thomas R, 
Ncsbitt, Jr, Reg. No- 22,075; Robert Ncuner, Reg. No. 24.316, Richai-d^O. Berkley, Reg. No, 25,465; Richard $. Clark, Reg. No. 26,154; 
Bradky B. Geist, Reg. No. 2'^.55I: James L Maune, Re^. No. 26,946: John D Mnrru-tnc;, Reg. No. 29,S36: Henr>' Tang, Reg. No. 29,705; 
Robeil C. Schcmfeid, Reg. No. 3 \ ,300; Jolm A. l'Ogan>, Jr , "Reg. No. 22,i4H; Loms S. Sorell. Reg. No. 32, 139, Rochelle K. Seidc Keg. 
No. 32,o00; Gary M. Butter. Keg, No. 33,541; Marta b- Deisigaore, Rc^.. No. i2M'^: and Li<;a b". Kole. Reg. No. 35,225 of the firm of 
BAKHR BQTTS L.L.P.. with offices at 30 Rockefeller Plaza, New York Nc^^ York 101 1 2. ailoracys to prosecute this application and 
to transact ail business in tJie Patent and Trademark Office coiiueetcd tlierewith 



SEND CX>RRBSPONDENCH TO: 


DIRECT TELEPHONE C^^LLS TO: 


B.AJCERBOTTS U,L,P. 


BAKER BQTTS L.L.P. 


30 ROCKEFELLER PLAZA, NHW YORX, NY 101 12 


(212) 705-5000 


CUSTOMER NUMBER: 21003 



I hereby declare iliat all staiemems made herein of my own knowledge are true and Lhat all statements made 
on inforniation and belief are believed to he true; and further thai these statexiicnts were uituie with the knowledge 
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that willfni false statements <md the like so made are punishable by fu\c or uripriboiunsnr, or both, under Section 
1 00 1 of Tiile 18 of the United States Code and ttiai such wiHTid false siatements may jeopardize the validtiy of the 
application or any parent issued thereon. 
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